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ceived anti-thymocyte globulin 30 mg/M2 days -1, 1, 3, and 6.
Engraftment was assessed by whole blood RFLP analysis or XY
FISH (sex mismatched transplants). 30/32 patients, including all 11
haplo-stem cell recipients and all 12 unrelated donor recipients,
engrafted stably. Only transient, incomplete engraftment was seen
in the cord blood recipient and one 5/6 matched recipient. En-
graftment was 90% donor in 19/32 (59%) by day 30 and in 20 of
25 (80%) evaluable patients by day 100. 3/5 patients with subop-
timal engraftment at day 100 had residual circulating CLL cells.
Signiﬁcant renal dysfunction (creatinine 2.5mg/dl) occurred in
15/32 by Day 100 with 2 patients needing dialysis. Renal failure
resolved or abated greatly when tacrolimus was reduced or discon-
tinued. Day 100 transplant related mortality was 3/11 (36%) in
haplo-transplant patients and 1/20 (5%) of URD or 5/6 (low risk)
transplant patients. Acute GVHD (D100) was seen in 21 of 32
patients (66%), but was in general easily managed with steroids,
particularly after low risk transplants. Day 100 transplant related
mortality was 3 of 11 haplo recipients and 1 of 19 low risk patients.
In total 20/32 patients survive at a median 209 days post-trans-
plant. 14 of these 20 patients have been free of progression of
malignancy since transplant and one more has been disease free for
16 months since chemotherapy and donor lymphocyte infusion (ie.
47% currently progression free). Sirolimus added to tacrolimus
and methotrexate appears to facilitate engraftment, minimize graft
versus host disease, and potentially contribute to control of malig-
nant disease.
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PERFORIN, FASL, TNFR1, TWEAK, TRAIL, AND DR3-TL1A ARE NOT
REQUIRED FOR EFFICIENT T CELL MEDIATED RESISTANCE AGAINST
ALLOGENEIC BONE MARROW GRAFTS
Zimmerman, Z.F.1, Jones, A.M.1, Deyev, V.1, Blazar, B.R.2, Yagita,
H.3, Podack, E.R.1, Levy, R.B.1 1. University of Miami School of
Medicine, Miami, FL; 2. University of Minnesota Cancer Center, Mine-
apolis, MN; 3. Juntendo University School of Medicine, Tokyo, Japan.
Immunologic resistance to allogeneic BMT is a major concern in
clinical transplantation, however the molecular pathway(s) medi-
ating this resistance remains unclear. In antigen sensitized CD8
T cell mediated resistance models, mice deﬁcient in perforin and
FasL (B6-cdd), demonstrate efﬁcient rejection of MHC mis-
matched or matched allogeneic BM. Surprisingly, resistance re-
mains intact in the absence of TNFR1 or R2 on donor cells, as well
as in the presence of blocking mAb to TRAIL. This study further
investigates the in vivo effector mechanism(s) in the absence of
these molecules. TWEAK and TL1a are expressed on T cells and
can induce apoptosis when bound to their receptors Fn14 and DR3
respectively. To sensitively examine their role in resistance, block-
ing mAb’s against these ligands were applied with the simultaneous
disruption of perforin, FAS-L, TNF, and TRAIL function. B6-cdd
mice (H-2b) were primed 3 weeks prior to 9.0Gy TBI and trans-
plant with 107 BALB/c (H-2d) TNFR1
/
 or C3H.SW (H-2b)
BM-TCD to assess both MHC mismatched and matched alloge-
neic resistance models. On day 0 and 1 post-BMT, recipients
received 250 ug of -TRAIL (N2B2) and -TWEAK (MTW-1)
mAb. In the MiHA disparate model, mice additionally received
-TL1a mAb (L466) or a control non-blocking mAb to
TL1a(L3A10). Early presence (Day 5) of both multi-potential
CFU-HPP and lineage committed CFU-IL3 progenitor popula-
tions was assessed in recipient spleens. Syngeneic control recipients
exhibited signiﬁcant CFU numbers. In contrast, low or absent
numbers of both CFU progenitor populations were detected in
allogeneic transplants lacking perforin, FasL, and TNFR1. Nota-
bly, mice additionally receiving -TWEAK, TRAIL, and TL1a
also exhibited effective resistance. Therefore, resistance remained
intact despite the simultaneous disruption of these six candidate
effector pathways. These ﬁndings highlight the question, what
precisely, is the role of apoptosis in allogeneic BMT rejection and
also raise the possibility for the involvement of other molecular
players distinct from death inducing ligands. In the MHC disparate
model, marrow from allogeneic B6 bim
/
 donors (kind gift of Dr.
A. Strasser) was effectively rejected in BALB/c recipients. These
observations indicate that if the intrinsic apoptotic pathway is
required for primed T cell resistance against allogeneic progeni-
tors, it is not engaged by Bim. Further studies are in progress to
delineate the contribution of these pathways.
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ACTIVATED ALLOGENEIC NK CELLS AS SUPPRESSORS OF HOST ALLO-
REACTIVE RESPONSES
Liu, H., Welniak, L.A., Murphy, W.J. Universtiy of Nevada, Reno,
Reno, NV.
Nonmyeloablative conditioning regimens offer promise in low-
ering toxicity and extending the applicability of bone marrow
transplantation (BMT). However, despite many means of host
immunosuppression, marrow rejection by host effector cells re-
mains a signiﬁcant concern. As NK cells have been shown to be
potent immunoregulatory cells both in vitro and in vivo, we studied
the ability of activated donor NK cells to speciﬁcally suppress or
delete host reactive immune cells, thereby facilitating engraftment
of donor marrow. We initially tested this hypothesis in vitro.
Activated H2d ALAK (adherent lymphokine activated killer, IL-2
activated T cell depleted bone marrow and spleen cells,98% NK
cells) cells from BALB/c mice signiﬁcantly suppressed the prolif-
eration of H2b splenocytes from C57BL/6 (B6) mice in mixed
lymphocyte responses (MLR) stimulated with irradiated H2d
splenocytes from BALB/c mice (p  0.01). The ability for H2b
splenocytes to kill H2d tumor targets was also signiﬁcantly inhib-
ited by activated H2d ALAK cells (p  0.01). The same number of
H2b ALAK cells or H2d splenocytes did not show the same sup-
pressive effect. Interestingly, in a secondary MLR using an alloge-
neic B6 (H2b) spleen T cell line (stimulated by irradiated BALB/c
splenocytes), activated H2d ALAK cells also greatly suppressed the
activity of the B6 T cells killing H2d tumor targets. These results
suggest that activated H2d ALAK cells can speciﬁcally suppress the
anti-H2d activity of the H2b splenocytes in both primary and
secondary responses. Anti-TGF antibody blockade did not di-
minish this suppressive effect of ALAK cells, suggesting that this
activity was not dependent on TGF secretion. We are currently
testing these ﬁndings in vivo using a nonmyeloablative BMT
model. These in vitro studies suggest that activated donor NK cells
provide a promising way to promote donor engraftment without
involving systemic and nonspeciﬁc suppression of the immune
system.
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HEMATOPOIETIC STEM CELL TRANSPLANTATION FOR THE TREAT-
MENT OF FANCONI ANEMIA USING A FLUDARABINE-BASED CYTORE-
DUCTIVE REGIMEN AND T-CELL DEPLETED GRAFTS FROM ALTERNA-
TIVE DONORS
Boulad, F.1, Auerbach, A.D.2, Kolb, A.1, Small, T.N.1, Prasad, V.1,
Prockop, S.1, Torok-Castanza, J.1, Casson, A.1, Collins, N.H.1, Kernan,
N.A.1, O’Reilly, R.J.1 1. Memorial Sloan-Kettering Cancer Center,
New York, NY; 2. Rockefeller University, New York, NY.
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Between 05/98 and 07/03, twelve consecutive patients with FA
received hematopoietic stem cell transplants at our center. There
were 6 males and 6 females aged 5 to 24 years (median 12.8).
Hematologic diagnoses included aplastic anemia (N  4), myelo-
dysplastic syndrome (MDS) in RA (N  1), RAEB (N  4),
RAEBT (N  1) or acute myelogenous leukemia (N  2). Nine
patients were heavily transfused and ten patients had received
treatment with oxymetholone prior to SCT. Eight patients were in
complementation group FA-A and four in group FA-G.
Six patients had related mismatched donors transplants with
respective matching at 4/6 (7/10), 4/6 (8/10), 5/6 (8/10) (3 pts) and
5/6 (9/10) HLA-antigens. Six patients had unrelated donors trans-
plants with respective matching at 5/6 (7/10), 5/6 (8/10), 5/6
(8/10), 5/6 (9/10) and 6/6 (10/10) (2 pts) HLA-antigens.
Cytoreduction included single dose total body irradiation (TBI)
(450 cGy), ﬂudarabine (30 mg/m2 x 5) and cyclophosphamide (10
mg/Kg x 4). Immunosuppression included anti-thymocyte globulin
and FK506 for all patients. The ﬁrst four patients also received
steroids peri-transplant. Grafts were G-CSF mobilized CD34
and E-rosette negative (E-) peripheral blood stem cell transplants
for 9 patients and soybean agglutinin negative (SBA-) and E-mar-
row transplants for 3 patients. Cell doses of the grafts were 1.5-
29.6 x 106 CD34 cells/Kg and 0-26 x 103 CD3 cells/Kg.
All patients engrafted. Possible Graft-versus-host disease of the
gut occurred in one patient and resolved completely prior to
treatment. With a median follow-up of 2.5 years (range 0.3-5), 10
of 12 patients are alive and 9 of 12 are alive disease-free. Two
patients died of: sepsis/ARDS (N  1) 2 months post SCT and
pneumonitis/ARDS and EBV-infection 6 months post SCT. One
patient relapsed 8 months post transplant, received a secondary
transplant from the same donor following busulfan and Cy and is
alive, disease-free 12 months post transplant. Six of the 7 evaluable
patients developed normal T-cell numbers and function at 6-8
months post SCT. All evaluable patients are fully engrafted with
stem cells originating from their donor. In summary, we report
successful T-cell depleted stem cell transplants from alternative
donors for the treatment of Fanconi anemia, using a ﬂudarabine
based cytoreduction. All patients experienced rapid hematopoietic
engraftment, early immune reconstitution and no or minimal
GVHD.
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A PHASE II TRIAL OF A NON-MYELOABLATIVE REGIMEN COMBINING
IN VIVO T CELL DEPLETION WITH AN ANTI-CD52 MONOCLONAL
ANTIBODY (ALEMTUZUMAB), AND CHEMOTHERAPY WITH FLUDARA-
BINE AND MELPHALAN PRIOR TO A RELATED OR UNRELATED HEMA-
TOPOIETIC STEM CELL TRANSPLANTATION
Castro-Malaspina, H., Papadopoulos, E., Ann, J., Miguel Angel, P.,
James, Y., Katherine, H., Farid, B., Vinot, P., Trudy, S., Nancy, K.,
Marcel, V., Hanna, D., Richard, O. Memorial Sloan-Kettering Cancer
Center, New York, NY.
We report the results of a study designed to evaluate the safety
and efﬁcacy of hematopoietic stem cell transplants from HLA (A,
B, DRB1) matched or single HLA allele disparate related or un-
related donors after non-myeloablative cytoreduction with alemtu-
zumab (Campath-1H), 80 mg, ﬂudarabine, 125 mg/m2, and mel-
phalan, 100-140 mg/m2, and GvHD prophylaxis with cyclosporine
alone. Thirty-six patients received transplants for CLL/WD/MM
(4), NHL (14), HD (11), MDS, refractory anemia subtype (2),
AML in CR (4) or Ph’ve ALL or CR (1). All patients were
ineligible for myeloablative transplants because of a prior SCT
(16), refractoriness to prior chemotherapy and/or radiation (11),
age 60 (6) or other comorbidities. Donors included 16 HLA
matched and 2 HLA disparate siblings, and 18 HLA matched (13)
or HLA disparate (5) unrelated donors. Thirty-three patients re-
ceived G-CSF mobilized PBSC and 3 patients received bone mar-
row. The preparative regimen was relatively well tolerated, 8 pa-
tients had grade 3 oral mucositis and 2 heavily pretreated patients
had grade 4 pulmonary toxicity. Engraftment occurred in all 35
evaluable patients (one early toxic death). Only 7 patients devel-
oped acute GvHD, 4 of them had grade III/IV. The cumulative
incidence of GvHD was 23%. Four patients developed chronic
GvHD. With a median followup of 8 months (range 1 to 24
months), 26 patients survive and 10 have expired (5 due to disease
progression, 3 to infection, and 2 to regimen-related toxicity). The
overall survival (OS) for all patients was 63%. For recipients of
HLA matched related transplants the OS was 67% and 60% for
recipients of mismatched related and unrelated transplants, respec-
tively. The progression-free survival (PFS) for all patients was
54%, 57% for recipients of HLA matched related transplants and
53% for recipients of mismatched related and unrelated trans-
plants. The cumulative incidence of transplant (non-relapse) re-
lated mortality at two years was 18%. This study demonstrates that
this non-myeloablative preparative regimen is associated with du-
rable engraftment, reduced toxicity, and low incidence of acute and
chronic GvHD. These results are encouraging. Longer followup
will be required to ascertain the long-term DFS.
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MYELOABLATIVE RELATED-DONOR ALLOGENEIC STEM CELL TRANS-
PLANTS (ALLOMSCT) ARE FEASIBLE AND CAN BE PERFORMED SAFELY
IN THE TOTALLY OUTPATIENT AMBULATORY SETTING
Mandanas, R.A.1, Geister, B.V.2, Underwood, B.J.3 1. Western Okla-
homa Blood and Marrow Transplant Program, Cancer Care Associates,
Oklahoma City, OK.
Autologous myeloablative stem cell transplants are now widely
performed in the outpatient environment due to advances in sup-
portive care. Similar advances can be applied to the allogeneic
myeloablative transplant (AlloMSCT) situation to potentially ob-
viate hospitalization. Since 1999, patient candidates for AlloMSCT
were evaluated noting for availability of a 24-hour caregiver, per-
formance status of 0-1, sufﬁcient understanding of the transplant
procedure, residence within a 50-mile radius or provision of hous-
ing near the facility. Dedicated home health care nurses were
available for off-ofﬁce hours and weekend calls to provide home
infusion of intravenous medications and blood products. Protocols
for the outpatient management of febrile neutropenia were insti-
tuted and criteria for hospitalization included signs of early shock,
severe mucositis, diarrhea, bleeding, Gr 3-4 graft-versus-host dis-
ease (GVHD), and other unexpected events deemed by the trans-
plant physician to require hospitalization. Twelve patients (6 AML,
4 NHL, 1 CML, 1 CLL) received sibling AlloMSCT (6/6 antigen-
match  11, 5/6 antigen-match  1) over a 4 year period. Median
age was 48 years (range 30-59) with 7 males and 5 females. Donors
were mobilized using G-CSF 10 g/kg x 4-5 days before leuka-
pheresis of a target CD34 cell count of 4.0 x 106/kg recipient
weight. Preparative regimens included Cyclophosphamide (CY)
120 mg/kg  Total Body Irradiation 12Gy in 6 patients, oral
Busulfan 16 mg/kg  CY 120 mg/kg in 3 patients and
BCNUEtoposideCytarabineCY (BEAC) in 3 patients. Six
required hospitalization (average 9.6 days, range 3-19) due to acute
Gr 3-4 GVHD (3), severe mucositis (2), or sepsis syndrome (1).
The other six patients were managed totally in the outpatient
setting during the ﬁrst 100 days. Early deaths (30 days) occurred
in 2 refractory NHL patients: 1 with rapid CNS relapse and
another with hepatic venoocclussive disease. Two other patients
died of complications of GVHD: 1 AML with hepatic failure plus
mucormycosis and 1 AML with severe pulmonary GVHD 2.5 and
18 mons post-transplant respectively. Eight patients are alive in
complete remission from 1-4.5 years post-transplant. Acute
GVHD occurred in 6/10 evaluable patients but only 3/10 patients
remain to date without evidence of some form of chronic GVHD.
Thus, AlloMSCT can be feasibly performed on an outpatient basis
with proper supportive care measures and immediate provision of
hospitalization only if necessary.
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